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. (2)fcm&<DfflmiZ^> # -©8!^ ZWfe? 

a)#iii&« 

[0 0 0 1] 
10 0 0 2] 

T *7 Z.ti&}fl<DMffll «fc U. [ c — K i t~ P D 4 9 f + , CD 2 9 CD. 4 5", 
TER1 1 9"] -fey.-*- £ UTiFF«f«j||IIft Sr^-m-T (Hepatology 32(6 
), 1230-1239 (2000)) [ C -M e t \ CD4 9 f V 1 6 w\ c-Kit", 

c p 4 5", ter 119 ~] z^-p-tLCTmmftffimz&m^z^m (#n 
&ffi:mi i 7mB*mm&is>tf&v& mmmtmmmmi mmm. so-89 

(2001)) tf«£r2*lT^S. Bl#|0^©#m^#^^Si:#Ae)tl-TV%S^ v 
[0 0 0 3] 

*mm<DBmt, mmnmm(D^m^hmzm^m^mm-t^z\tiz$>^ a , 
&m£VT<Dmmz&2> a 

[0 0 04] 
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c-Kit", CD4 5' TER119"] t V> 0&mnmMiZ# l mirZ> 
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(1) c -Me t. c -K i t v CD. 4 5&tfTER 1 1 9. j&» 6 * » «fc UliR 

£2«j«jtffivvTi£3t^ 

(2) 4fMi$$l^ 

( 3 ) c -M e t , -c - K it, CD 4 5 MT E R 1 1 9 ^ ?>/j;5g i >J Si 

(.4) jtie (l) ~ C3) (D^rti^KmmcD^m^mic^^xm^m^mm 
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(4) mm&BmftMM* . '. ■ 

(6) ±m (5) ga*<0i!«»*^^ m 
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(8) Bi&iM&©jra^ 

3 tfSIE#2 0 0 1 -3 1 1 4 6 0 6 



#2 001 — 126315 



■s, 

[0 0 0 5] 

c-Met, c-Kit, CD4 5MTER1 19A\P,4S^«|: 

[0 0 0 6] 
[0 0 0 7] 

c-Me tgein zfah*>ni?-z/mWV2b*)> *u i/y*-f-i£f$& 

*KM?Z - 1 ii©iM^o feVt ^^t D >»^P t - f t*$> »J ' 

^Sil©llt\ #iftt«, ilil/lN«fej:^ti^>CDtalgM^<> i^Ttf) 

^ifii^Micig^Lrvsr h^^tirv^So ter i i 9gaia, ^jfii^ 
©fflHtt^^-r^^^n-y^^^KOT-^-MeR. t^c-Me t. 



4 



fiilE#2 001-311 4 6 06 



#2001-126315 



c-Kit v CD4 5MTER 1 19 £ LtffiV>&3 #$g9§l*r 
[00 0 8] 

ttlft IC te, tf v - # - & M lC#M^S5Rj« £ ^ ? S .feR & S ^ S #^T- & 
[0 0 0 9] 
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fPft & ^ k T ^ £ PS y l± 0) 5fc Ht# ic Rg^ £ tx i\ -&J?£ £*i;k : fo<Z>'T?&oT ; fc 
oT%iV\ 0 rtt?>©^y iTifettaKU l/*'fr Ktt,' at^ic, ' 

[o oi l ] 

lC«fc »J [c-Me t'M, c-KitM, CD45#m TER119^ 
f&^] ( [c-Met + , c - K i t C D 4 5 T E.R 1 1 9 "] t tifBlS 
*i3) £vO 4>fc< iit2o, #*^.<tt3-oJ'**»«F*L<Wr4' 

^T'tS. 2>^£$frmJB&&. [ c -Me t + . c -K it", CD4.5" TER '.. 
1 1 9"] 7-*-SMfS. 337? r M-r<5j £ fcfc, -£ *l 07-A-ga 

j ^ v % e> £ ^ h x v * s 3 i: £ * nfc -r s . ; 

[0 0 12] 
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Jfj^lCtt, 'S&3fc?§ttfls'-fe;i/V — # — (FACS : fluorescence-activated cell 
sorter) &«v%T, mmZ&M-t&c V>S r K <fc »J . B^il-Te 

LfftffibTmRNA&tUJKU V if y> T =fo «fc » U g&JKSBJt 
t ^n^^-t'GFP (green fluorescent protein) it-g^ 5:^3^$ F 

ac sT^n-rexjg^jM-e^So stu (c-Me V$&3Si»jfi©#tt, m 1 

[0 0 13] 

±. at8ifflJ^i:l^ir--5) o irt r^^^^Tj tit. Bmrn^mf- (hepa 

tocyte growth factor, HGF) S-t^Jb^fSSH^f- (epidermal growth factor, EG 

; #3Ku^^K^MiiST*fes r fflm. v^hx**ym3ifflMT*&& a mm 

[0 0 14] 
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[0 0 1 5] 

mT*fen«#KR5^$ti-r, L<i*±&<D*&w<Dj}mT°ftMZftfrmm 
m&ft^KmvTm&mfezftztf. m.n, 3 5~4 ot, ^-tJc+H, 

KH 3 6. 5 -3 7. 5r, 8 ~ 3 0 H ■ 
[0 0 1 6] 

[0 0. 17] 
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Ss*U 8-3 0 0r^^iC^b^#$nsatglBfiSlC^^S»^feSV%lt 

'^ft*»»ic-fet**!MicMi>T«P«f'Xftjl» : p6R, Jtfyzfu vTjyt\ 

&mm&. ELisAf) ts. 

[0 0 1 8] 

[0 0 1 9] 

[0 0 2 0] 

IJI1S«]'- ■ 

6 : lfe3fe'S*i6*>CDT*tt3&V.v 

lliKff i 

, 0.0 5%35^t-ft5mmol/L CaCl 2 (pH7. 4) fc-^tfC 
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a 2+ free(DJ\>^^Wi (Hank's balanced salt s luti n) tfiJCAflfe. 

unr&fejmu iiHJBS^ii«ttcr3iasfe#L/fco hy^^-cj:* 

DMEMtF-l 2 © 1 : 1 ffl^JC, # S/fl&SSlfttff (FBS, 10%) , r 
->r>^U > (1 ft g/mL) , 7^i*-;**V r > (1X10~ 7 M) , — n^y y 
^ K (lOmM)', L-#7l/#S'> (2mM) & -* frijzf h*-* J - As (5 
0»M), HE PBS (5mM) JkX$«-W y / * h V? j i/y ItlMTLX 

[0 0 2 1 ] 

£1% ^l§bfe«^tf^>'fb^GD4 5^/ (PharMingen 
, San Jose, CA) ^ Iftf Vftj^TE R 1 IS^/^q-tMft (PharMingen. 
, San Jose, CA) , j&tFin; c -M e t ^ ^ ^ n — -f-jVtfLib (Upstate biotechnol 
ogy, Lake Placid, NY) £ 2fc {C T 3 0 #|^Rf& £ "frfc o KJ&^staining mediu 
m (3%FBS &-g-tf P B S (phosphate-buffered sal ine) ) ICT 3 EIMISS: 
ift?£U ^^TFITC (fluorescein isothiocyanate) T'^iLfciy?^! 
g G 2 a'^E 7 * D (PharMingen, San Jose, CA) , A P C (al lophyc 

ocyanin) L/fcfil c - K i t J 9 U —fjltfiifc (PharMingen, San Jose, 

CA) , ^fWU«v FT'UmisfcX YVf VTWy (Gibco BRL, Gaithe 
rsBurg, MD) h^\ZX 3 O^^iSS-frfc. Sustaining mediumjCT.IWJJS 
&'3@%&L; PI (propidium iodide) (5 m g/mL) Sr^tfstaihing med 
iumcfUCiHHJIg&SiSILfc. \-zn'&Jt3fe*tt^^-IVttftFACS-v ant a g 
eizxffiffiV, &*<DWfrlzfrmi>r-. tf- b<on&&*1i?r4 "fny ho-;v 

[0 0 2 2] 

f 
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CD 4 5". T E R 1 1 9~mmz>f- b C D 4 5 + jMfl&&.tfT 

E R 1 19 + 0SS$:|^V^fe o -©^tCJ: »Jjfil?RMJ^*^^$tl-5„ WCCD4 
5". TER1 19"gi$:c-Met + /c-Ki t", o-Met7c-Ki 
t + , c-Me t + /c-Ki t + Mc-Me t~/c-K i t ~|BflSB:frlC®# 
fcU TO©iaJR^- h&^bfeo i^V*T, m$LZtlf~mtifo : kW.%3 5 mm© 
lI«if^r>a±lC2 0 0«i§/cm 2 ©^SiL temaftSHfc&fjo 

to ^#-rs^ii*, «aiiis©^> 2.ffljKJ:©iiwjte^*^tfeaiite«t. a^jehh 

Jfete, ttf#ffcSL}fc (forward scatter) flff#ftfM (side scatter) &tfP I 

lc<fc »JBfcV»£. EURffe,. N.y^ 0 >^;v-ic<fc^^T*ii, 9 0 %j£U:©jSfljB&#£ 

[0 0 2 3] 

I n V i t r o \ZiSV}Z>nu — — r y-fe*f 

FACStCj:ypjRUfe«&J:fH©m^#?RlCT^#Lfe (3 7X, 5% 
C0 2 ) >„ ««l^e>2 4i$l8lfti:, t: hM^lffJSBJIS^H^ (rHGF) 
(5 O n g/mL ; Sigma) t±M5H? (EGF) (2 0 n g/mL ; Sigma 

[0 0 24] 
RT- PGR 

l 4 ■H'ra«*kfc=in— -ic^n-— Wy>^£#4*i^ -£©#lc I sog 
EN^^^JMCfcr^y^ >^tsri:tv nn^-^MJBS^e> rn a£ 

l^T, ff'&n&R-NAftv&&«9tt*l- (Super Set ipt II) S:M^c 
[0 0 2 5] 

b & n -r z> v - n - & e> one ^ © ^ >f %m 1 tc^-r „ 

[0 0 2 6 ] 
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7U7D VJ]/7J If > 


5 r -ATTTACTTTGTGGCTGGATTG-3' 

.(B9J*91) 

o r -TGTCAGTGATCTTGGT TTGAA- J 

(E*J#^ 2 ) 




^U/D'f- >^ U > I 


5' -CTGTTGGTGCACTTCCTACC-3 ' 
o — GCAGTAGTTCTCCAGCTGGT-3 

4 ) 


yvzrxij U > I I * 


5' -TCAAGCAGCACCTTTGTGGTT-3' 
5 r -GTTGCAGTAGTTCTCCAGCTG-3' 

(IB#J#^6) 






5' -CTCCCTGTTTCTCGTATCCA-3' ! 

<G8l#-9 7) 
5 r -AGAGCAGGGAATCAAGCCAA-3' 

(i»y.#f 8),. 






5' -CTCTGCATCGTCCTGGCTT— 3' 

(ffi*J«9) 

o — CAGGATGTGAATGTCTTCCAG— 3 

(wittio) 






5' -AGTACCTGTGGAAGTTACCT— 3 ' 

(fiE#J#^H) 
o r -ACACAAGGGCTCTGTCAGAA-3 r 

(E3«J#^i2) 




5' -TCTTCTTCGAGGGTGATGAA-3' 
(IB3?y##13) 




ipii/pax l 


5' -TTACAAGCTCGCTGGGATCAC- 3 ' 

(1B3«|#^15) 
s r -AfifiTrArrnrArAATfTTfirT-v 

(■9>j«9i6) 


c— me t 


5' -AGCCAGTAATGATCTCAATG-3V 

.(SWI«^17) 
5' -TCAGGATAGGGGACAGGT-3' , ' 

(iB3?y#^ is) 


Zl> h P — 


-t? (hprt) 


5' -CTGTAATGATCAGTCAACGGC-3 ' 

5' -GGCCTATAGGCTCATAGTGCA-3^ 
(E3«JS^20) 
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[0 0 2 8] 

PCR^^;Kt 95t (4#|g) -» [94t ( -» 5 6 ( 1 &m 

) -7 2t (l#fS) ] X4 5if>f^;i/^7 21C (10^) PCRtC 

<fc»;M^$lxfc^«> 2%T^*a-^y;i/{CTMI§L, BffiLtc. 

[0 0 2 9] 

(—2 Op, 10^0) i, Twee n 2 0 (0. 0 5%) &"£tfPBS (PB 

5 -T we e n 2 0) tCT 3 ®gfe#.bfc 0 1 0 %1J*/}/Jtfl?f {ZXzfU 

) PBS-Twee n 2 0 ICT 3 @^ Lfc^tCftS:/ n y * > 

m^XA 1 e x a 4 8 8 *»ffc^ffi'"?3f I g Gtft=b KttCy 3 83Mb' 
I gGfei#:i:^ti^ ? tiHU5$-&fc (4TC, 3-h*|BI>\. fttCPB S 
— T w e e ri 2 0 Ct 3 UlSfc^ LfeSfclb, Zeiss L.SM 5 1 0 V -if- 

[0 0 3 0] 

%) JC$*- h&frW, *CC.D4 5 £. T E R 11 9 <D*ti?tllzMir ZifrfaZm 

v^tswu j¥fi3Mmmwfrx$>z> icd4 svteru 9"i mmm-fr (± 

.M4 0%) $:if)^{Clfe„ m^^X. [CD45"' T E R 1 1 9 "] ffiM & 
c-M e t (HGF») t. c - K i t ( S C FSMSflO <Z>-£*l-f tlKtt-t 2> 
tfi<bX2*>lzmfflLf-„ [c -Me t + , c — K i t + , CD4 5", TER11 

9 "] mMit<£fa<DfflM<?>ffi o .o i %-e&y, [ c - m e t + , c-Kit ~\ c 

D 4 5 " T E R 1 1 9 "] mMl*-£&<Dfflm<Z>%) 1 . 0 %X*$> V . [ c — M e t 
"\ C - K. i t + , . C D 4 5^1 E R 1 19 "] »JiStt^©lte0i|iS| 0 . 8 %T* 

6 »; , [ c -M etVc-Kit", CD4 5", TER119"] ittl&tt£#<Z> 

ElJfc, mmi; ( 2 0 0 MAS/ c m 2 ) , >f y\fhU\ZftV52>-nu--Tv*.'< £ 
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<fc »;^$tiSzin^-^iic2S^^$nfe= ±&1£©}fflI&lc<J: yj^/«sti 

€>nn^-$:epithelial colony, ifcg#t#;iTO$l<Z> =1 D — — £f ibroblast-1 ike c 
olony£ift;&t,£o itie>M&S3D--J;»;grj>5rlCc DNA&fftfcU PCR 
^*y#TO«IBjliffi©^'-*-©«m&ffofe. fOigl, epithelial colon 

tlfeo t^otv epithelial colonyfl^Mijg (epithelial colony-forming cell 

: eg f c) <D$izm&/mmmffitf'££ tiz> z. t ttm < ni=.o ecfc 

©IKSrjR^fe^m, ECFCA'[c-Met + , c-Kit", CD4 5", TE 

R i i 9 _ ] mmm^izmM^nK^mmmK^t.n^z^t>m^i^t^^t^ 
w- hZfrVTit^^mmzit^T i 3. ccd 4 .5", teri 1 9" 

] HHISH^JC.tfc^T 9 . 4 5fg) . 
[0 0 3 1] 
mz. rtl£(?ECFC#^^ 
& p^frZR T - PCRS £ &#Sfe<fe-SstC Tfl?=&r Lfc„ RT-PC R&lCTlirft 
3 o'flo ?D->ttnn- - I feig*, ±ft 6 a'n £Oi/#rf 

>^«ffliiaT*fes a^uBa, >f y i/s^jwjfi-T**« /? mm. m&v i-xt km 
mtfcmm ce'cfo ^^m^%mmmm^ot>r^i%^^^&izM 

jf<feVV[.c-Me tV c-Kit", CD 4 5 ~ TERI 19"] MflSH^ * iC 

mmmizmffizti2>z.£.tfwmLfto <*e>ic m facs^v^ 

[0 0 3 2] 
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[0 0 3 3] 

BB^J##l : yi/yn^;i/^dr> (a$fflSg#M^v-^-) it^fc^m-TSk 
«b (D P c R -f y : - £ b TtfUB < ggft £ tifc * U if s * -i/*^K. 

@b^j§#5 : ^i/^a>f>x'j>i i (/s0j^#Me9v-*-) M^fettm-r 

Sfe^©PCR^^>fv-i:LT#fflt-^<t8tf$tife5f u dr> l/;T^K. 

pcR^7-rv-i:LT^m-r^<^:ft$tife^y=f^^ 1/^-5=- k„ 

PC R ^7 >f 7- 1 L t^St^ < IgftStlfe^ 'J I/*?- Ko 

SfcftCD P C R^7>f LT#ffl-r^<^ff y * l/tf^ Ko 

-r^fei*©pcR^^-rv-i:LT#mi-^<i3ff$ti^^ l y 3**; i/^Ko 
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@H^J#^1 2 : 7^-1f2 (x#V4rU>«Ilfi4#llfl&^-*-) -JS^&tftffi 

SB^J## 1 3 : *^>«Stty A -if (X*y> U >i«#MlftV-#— ) it 
fc^&tfeffi*-*-* P C R -f V- t bT#ffit^ < KffS ftfe* U □f* * 

se#f##i 4 : &xs=Eym%:&vA—ii (x*y* y >»jb4#j*#.t-#"-o a 

V*^ K. 

SB3Wf 1 5 : i p fl/p dx lit^S:tll}t6fe«)0PCR^7>f7r.fc 
KfO*f 1 6 : ipfl/pdx 1 Ife^ t {fi 1 5 «) © PGR /y>f 7 - i: 

LTf^ffl-r^<i3it$tifc^y =f** i/*^ h% 

mmm^ 1 7 ? c -Me t m&&*&\&'t&iLtoa> p cR^^v-tbt^i 

@B#J##1 8 : c-M e t fc^fclfefflr P C R^7>f V-tL/T^ffl 

@B#J## 1 9 : : H>K^>^>*X*y 31?*/ /I/ h 5>X7x7-1f (HP RT, 
HZVtJ V=r->. K n i^&tffits feft©P.C R 7*^ >f v- i: LTfEM 

fE#J##2 0 : fc/tf^fl^^jft^jfty Ji?^/I/ >7>X7i7-€ (HPRT, 

[0 0 3 4] 

SEQUENCE LISTING 

<110> Ajinomot Corp ration 
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<120> Stem Cell and Separating Method There f 

<130> A4684 

<140> JP 

<141> 2001-04-24 

<160> 20 

i 

<170> Patentln version 3.0 

<210> 1 

<211> 21 

<212> DNA 

<213> Artificial 

<220> 

<223> Oligonucleotide designed to act as PCR primer for detecting of pr 
eproglucagon (a cell specific marker) gene 
<400> 1 

atttactttg tggctggatt g 21 

<210> 2. 

<211> 21 

<212> DNA 

<213> Artificial 
<220> 

<223> Oligonucle tide designed to act as PCR primer f r detection of pr 
eproglucagon (a cell specific marker) gene 

<400> 2 



2001-311460 6 
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tgtcagtgat cttggtttga a 21 

<210> 3 

<211> 20 

<212> DNA 

<213> Artificial 

<220> ' 

<223> Oligonucleotide designed to act as PCR primer for detection of pr 
eproinsulin I (0 cell specific marker) gene 
<400> 3 

ctgttggtgc acttcctacc .20 

<210> 4 

<211> 20 

<212> DNA 

<213> Artificial 

<220> 

<223> Oligonucleotide designed to act as PCR primer for detection of pr 
eproinsulin I (0 cell specific marker) gene 
<400> 4 

gcagtagttc tccagctggt 20 

<210> 5 

<211> 21 

<212> DNA 

<213> Artificial 

<220> 

<223> Oligonucleotide designed to act as PCR primer for detection of pr 
eproinsulin II (/? cell specific marker) gene 

18 ifi|E# 2 0 0 1 —3 1 1 4 6 0 6 
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<400> 5 

tcaagcagca cctttgtggt t 21 

<210> 6 
<211> 21 

<212> DNA - . 

<213> Artificial 

<220> 

<223> Oligonucleotide designed to act as PCR primer for detection of pr 
epro insulin II (£ cell specific marker) gene 
<400> 6 

gttgcagtag ttctccagct g 21 

<210> 7 

<211> 20 • 
<212> DNA ' 
<213> Artificial 
<220> 

<223> Oligonucleotide designed to act as PCR primer for detection of pa 
ncreatic polypeptide ( y cell specific marker) gene 
<400> 7 

ctccctgttt ctcgtatcca 20 

<210> 8 ; 

<211> 20 

<212> DNA 

<213> Artificial 

<220> 

<223> Olig nucleotide designed to act as PCR primer f r detection f pa 
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ncreatic polypeptide (7 cell specific marker) gene 
<400> 8 

agagcaggga atcaagccaa 20 

<210> 9 
<211> 19 
<212> DNA 
<213> Artificial 

<220> - 

<223> Oligonucleotide designed to act as PCR primer for detection of pr 
eprosomatostatin (8 cell specific marker) gene 
<400> 9 

ctctgcatcg tcctggctt 19 

<210> 10 
• <211> 21 
<212> DNA 
<213> Artificial 
<220> 

<223> Oligonucleotide designed to act as PGR primer for detection of pr 
eprosomatostatin (g cell specific marker) gene 
<400> 10 

caggatgtga atgtcttcca g 21 

<210> 11 

<211> 20 

<212> DNA 

<213> Artificial 
<220> 
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<223> 01 ig nucle tide designed t act as PCR primer for detection of am 
ylase 2 (exocrine cell specific marker) gene 
<400> 11 

agtacctgtg gaagttacct 20 

<210> 12 
<211> 20 

<212> DNA ' . 

<213> Artificial 

<220> 

<223> Oligonucleotide designed to act as PCR primer for detection of am 
ylase 2 (exocrine Cell specific marker) gene 
<400> 12 

acacaagggc tctgtcagaa 20 

<210> 13 
<211> 20 
<212> DNA - 
<213> Artificial 
<220> 

<223> Oligonucleotide designed to act as PCR primer for detection of ho 
rmone-sensitive lipase (exocrine cell specif ic marker) gene . \ 

<400> 13 

tcttcttcga gggtgatgaa 20 

<210> 14 
<211> 20 

<212> DNA . . 

<213> Artificial 
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<220> 

<223> Oligonucleotide designed to act as PCR primer for detection of ho 
rmone-sensitive lipase (exocrine cell specific marker) gene 
<400> 14 

taccttgctg tcctgtcctt 20 

<210> 15 
<211> 21 
<212> DNA 
<213> Artificial 
<220> 

<223> Oligonucleotide designed to act as PCR primer for detection of ip 
fl/pdxl gene 
<400> 15 

ttacaagctc gctgggatca c 21 

<210> 16 
<211> 21 
<212> DNA 
<213> Artificial 
<220> 

<223> Oligonucleotide designed to act as PCR primer for detection of ip 
fl/pdxl gene 
<400> 16 

aggtcaccgc acaatcttgc t 21 

<210> 17 ■ . - 

<211> 20 
<212> DNA 
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<213> Artificial 
<220> 

<223> Oligonucleotide designed to act as PCR primer for detection of c- 
met gene 
<400> 17 

agccagtaat gatctcaatg 20 

<210> 18 . 
<211> 18 
<212> DNA 
<213> Artificial 

<220> ' - '.: '■ 

<223> Oligonucleotide designed to act as PCR primer for detection of c- 
met gene' 
<400> 18 

tcaggatagg ggacaggt 18 

<210> 19 1 
<211> 21 ' 
<212> DNA • 
<213> Artificial 

<220> « • 

<223> Oligonucleotide designed to act as PCR primer for detection of hy 
poxanthine phosphor ibosyl transferase (HPRT, positive control) gene 

<400> 19 

ctgtaatgat cagtcaacgg c ,21 
<210> 20 

<211> 21 • 
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<212> DNA 

<213> Artificial 

<220> , 

<223> Oligonucleotide designed to act as PCR primer for detection of hy 
poxan thine phosphor ibosyl transferase (HPRT, positive control) gene 
<400> 20 . 

ggcctatagg ctcatagtgc a 21 
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